The peptides were cleaved from the support and side chain protecting groups removed by treatment with a mixture consisting of 95% TFA, 2.5% triisopropylsilane (TIPS), 2.5% H 2 O (20 mL of mixture per g of peptide resin, 5 hours at room temperature). The resin was then filtered and washed twice with TFA. The combined filtrates were concentrated under reduced pressure. The peptide was precipitated with cold diethyl ether and recovered by centrifugation. The peptide was submitted to LC-MS analysis and the sequence was verified by MS-MS analysis.
Protein Purification
PatGmac and LynGmac macrocyclases were cloned from genomic DNA into pHISTEV vectors and expressed in Escherichia coli BL21 (DE3) grown on auto-induction medium (Formedium Terrific broth base containing trace elements) for 48 h at 20 °C, with shaking at 200 rpm. Cells were harvested by centrifugation at 4,000 x g, 4 °C, for 15 min, and re-suspended in lysis buffer (500 mM NaCl, 20 mM Tris, pH 8.0, 20 mM Imidazole, 3mM BME, DTA-free protease inhibitor tablets (Roche) and 0.4 mg DNase (Sigma) g−1 wet cells). Cells were lysed by passage through a cell disruptor at 30 kPSI and the lysate was cleared by centrifugation at 20,000 x g, 4 °C for 45 min. It was then filtered through a 0.45 µm membrane filter and then to a Ni-sepharose FF column (GE Healthcare) prewashed with lysis buffer. Protein was eluted with 250 mM Imidazole and passed through a HiPrep 26/10 Desalting column (GE Healthcare) into buffer containing 350mM NaCl and 10mM Bicine. Desalted protein was concentrated using Vivaspin 20 MWCO 30 000 concentrators (GE Healthcare) down to required concentrations for future enzymatic assays.
Enzyme assays
Macrocyclisation reactions were prepared for 100µM peptide substrate and 20µM protein in buffer containing 350mM NaCl, 10mM Bicine pH 7.5 and 5% DMSO. Reaction mixtures were incubated at 37°C with shaking at 200 rpm for up to 4 days and monitored by ESI LCMS. 
LC-MS data
Positive-mode LC-MS data show the mass-over-charge ratio, the charge, the chemical formula, the theoretical mass (derived from the chemical formula) and the deviation between the theoretical and the actual masses observed for each substrate. A low delta/deviation (-5 to 5) value indicates the mass observed corresponds to the chemical formula expected for each compound. Single and double charged ions were detected for both linear and cyclic forms for the peptides tested. The data is arranged in the order of descending predicted P(PCC). For all substrates with high P(PCC) the presence of cyclic form was identified and for all substrates with low P(PCC) the cyclic form was not detected. [M+H] [M+H] [M+H] end to end distance / Å
